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Factors influencing PCV13 specific 
antibody response in Danish 
children starting in day care
Sine fjeldhøj1,5, Eva fuglsang2,5, Camilla Adler Sørensen1, Hanne frøkiær  2, 
Karen Angeliki Krogfelt  1,3, Rikke Pilmann Laursen4 & Hans-Christian Slotved  1*
This study examines different factors influencing the 13-valent pneumococcal conjugate vaccine 
(PCV13) specific antibody response in 8–13 months old Danish children starting in day care. We present 
secondary findings to the ProbiComp study, which included nose swabs, buccal swabs and blood 
samples from the children before entering day care (baseline) and again after 6 months. Pneumococci 
isolated from nose swabs were identified by latex agglutination kit and Quellung reaction. Luminex-
based assay was used for antibody measurements against specific anti-pneumococcal capsular IgG. 
Buccal gene expression was analyzed by qPCR. Statistical analyses were performed in R and included 
Pearson’s Chi-squared test, Welch two sample t-test and linear regression models. The PCV13 antibody 
response was unaffected by whether the children were carriers or non-carriers of any pneumococcal 
serotype. Having siblings increased the risk of carrying serotype 21 before day care (p = 0.020), and 
having siblings increased the PCV13 antibody response at the end of study (p = 0.0135). Hepatitis 
B-vaccination increased the PCV13 antibody response before day care attendance (p = 0.005). The 
expression of IL8 and IL1B was higher in children carrying any pneumococcal serotype at baseline 
compared to non-carriers (p = 0.0125 and p = 0.0268 respectively).
Invasive pneumococcal disease (IPD) caused by Streptococcus pneumoniae (S. pneumoniae) is associated with 
high mortality and morbidity worldwide, especially among elderly aged 65+ years old and young children <2 
years of age1. More than 92 different serotypes of S. pneumoniae are known2 and the 13-valent pneumococcal 
conjugate vaccine (PCV13), which was introduced into the Danish Childhood Immunization Program in 2010, 
protects against 13 of the known serotypes (serotype 1, 3, 4, 5, 6 A, 6B, 7 F, 9 V, 14, 18 C, 19 A, 19 F and 23 F)1,3. The 
use of effective pneumococcal conjugate vaccines in children led among all ages to a significant reduction in IPD 
caused by serotypes included in the vaccines, especially among children <2 years of age and elderly aged 65+ 
years old1,4–7. The PCV13 elicits antibody responses against the vaccine-included serotypes and thereby protects 
against vaccine serotypes8. Carriage of S. pneumoniae is most frequent in children <5 years of age, markedly in 
children <2 years of age, and pneumococcal carriage is a prerequisite for developing IPD9,10. Furthermore, a high 
carriage rate is associated with a high risk of respiratory infections11.
Children attending day care have an increased risk of pneumococcal carriage10,12–14 and a higher incidence 
of respiratory infections and hospitalizations due to acute respiratory infections compared to children in home 
care15,16. Around 90% of all Danish children aged one to two years old attend day care (Statistics Denmark, https://
www.dst.dk/en, access 30-03-2020), hence it is important to examine strategies to reduce or prevent infections 
in children attending day care. The implementation of effective pneumococcal vaccines led to an increase in 
carriage of non-vaccine serotypes and an increase in the incidence of IPD caused by non-vaccine serotypes1,3,5,10. 
S. pneumoniae is known for capsular switching17. Thus, it is of great importance to continue the surveillance of 
pneumococcal carriage and to monitor the effect of pneumococcal vaccination on non-vaccine serotype carriage 
and subsequent development of diseases associated with S. pneumoniae.
The purpose of this study was to identify possible correlations between carriage of pneumococcal serotypes in 
PCV13-vaccinated children and the production of serotype-specific antibodies in children.
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Methods
Design and study population. This study presents secondary findings of the children included in the 
ProbiComp study18, which investigated the effect of a daily oral administration of a combination of the probiotics 
Lactobacillus rhamnosus GG (LGG) and Bifidobacterium animalis subsp lactis (BB-12) for six months to children 
aged 8–13 months at the time of day care enrolment. LGG and BB-12 are registered trademarks of Chr. Hansen 
A/S. The ProbiComp study was a randomized, double-blind, placebo-controlled parallel study which examined 
whether the probiotics influenced infections in young children and is described in details in Laursen et al.18. 
Figure 1 shows a modified flowchart of participants and obtained sample numbers per method as presented in 
Laursen et al.18.
Briefly, 290 healthy children aged 8–13 months starting day care within 12 weeks after start of intervention 
were included in the study. Recruitment was done over two seasons from mid-August to mid-December in 2014 
and 2015. The children were clinically examined at two visits; one visit at baseline before starting in day care and 
one visit 6 months later at the end of study18.
At baseline and at the end of study nose and buccal swabs and a blood sample were drawn from the chil-
dren and the carrier status and PCV13 geometric mean antibody response were analyzed by serotyping by a 
Luminex-based assay respectively.
Table 1 shows characteristics of study participants with nasal and oral swab samples from baseline and from 
the end of study. Data from the probiotic group and placebo group is combined as one group for this study. The 
table includes gender, siblings, breastfeeding prevalence, indoor pets, iron supplementation, health status since 
birth, age, vaccination (PCV13 and HepB coverage) and compliance (Table 1). Partial data in Table 1 has been 
presented in Laursen et al.18.
Vaccination data of the study population. Vaccination data were obtained at the Danish Vaccination Register 
(DDV) (record number 2015-57-0102). The vaccination data were used to assess the time between last given 
vaccination and blood sampling time. The data include information regarding which vaccines the specific child 
had received and date of vaccination. PCV13 is administered at the age of 3 months, 5 months and 12 months in 
a 2 + 1 dose schedule in Denmark1. At baseline, almost all the examined children (98.2%) were covered by at least 
one dose of PCV13, while 92.6% were covered by two doses. At the end of intervention 88.0% of the children had 
received all three doses of PCV13. Children with no vaccination data registered (n = 6) were excluded for analyses 
regarding vaccination status.
All children participating in the study have followed the Danish childhood vaccination program 
(except the aforementioned 6 children with no vaccination data registered). (https://en.ssi.dk/vaccination/
the-danish-childhood-vaccination-programme, access 30-03-2020). In Denmark, hepatitis B vaccination is not 
included in the Danish childhood vaccination program but mainly recommended for people who are travelling 
outside of Denmark (https://en.ssi.dk/vaccination/travel-vaccination, access 30-03-2020). Almost half of the chil-
dren were additionally covered by hepatitis B vaccination (137 children at baseline and 152 children at the end 
of study).
Nasal swab sampling. Nasal swab samples were collected by a modified version of Satzke et al.19 and were used to 
investigate carriage of S. pneumoniae. Briefly, minitip flocked swabs (FLOQSwabsTM, Copan, Italy) were inserted 
Figure 1. Flowchart of participants and obtained sample numbers per method.
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into the nasal cavity as far as possible but limited due to the child’s comfort. The swabs were placed in 1 mL 
Luria-Bertani (LB) broth with 10% glycerol in cryotubes and stored at −80 °C until analysis.
Identification of pneumococcal serotypes. The identification of pneumococcal serotypes was performed as pre-
viously described9,10 Briefly, inoculated serum-ox broth was incubated overnight at 37 °C in 5% CO2 before plat-
ing on 10% horse blood agar plates to increase sensitivity9. Pneumococcal serotypes were identified based on 
optochin sensitivity, bile solubility, α-hemolysis, pneumotest latex agglutination kit (SSI Diagnostica, Hillerød, 
Denmark) performed on the serum-broth and Quellung reaction (Neufeld test) using serotype specific antisera 
(SSI Diagnostica, Hillerød, Denmark). The specimens were screened by pneumotest latex agglutination kit for 
multiple serotypes. If multiple serotypes were found, they were isolated and serotyped.
Blood sampling and sample preparation. The peripheral whole blood was drawn at baseline and at the 
end of intervention as previously described8. Aliquots (approximately 0.5 mL) were subsequently sampled accord-
ing to the type of analysis and serum was collected and stored at −80 °C until examination by LuminexA. It was 
possible to collect blood samples from 252 children at baseline and 231 children at the end of study, however the 
analyses were limited by the aliquot volume of the collected blood, which was not always sufficient. The number 
of blood samples, nasal swabs and buccal swabs included for analyses is listed in flowchart 1.
Antibody measurements of S. pneumoniae serotypes. The PCV13 geometric mean antibody 
responses were analyzed by a Luminex-based assay.
Luminex-based assay was used for antibody measurements against specific anti-pneumococcal capsular IgG 
(IgG-PN) as described by Kantsø et al.20. The assay was performed for 12 S. pneumoniae serotypes (1, 3, 4, 5, 6B, 
7 F, 9 V, 14, 18 C, 19 A, 19 F and 23 F) since it was not possible to measure more than those serotypes with our 
current technology.
Interleukin gene expression. Buccal gene expression was analyzed by qPCR. The collection of buccal 
swabs and measurement of gene expression by RT-qPCR was done as described in Hauger et al.21. In brief, the 
buccal swabs were collected by gently scraping the child’s inner cheek with a 0.6 mm interdental brush (TePe), 
which was immersed in isopropanol and lysis binding solution (MagMAX) after sampling and stored at −20 °C.
RNA was extracted with the MagMAX-96 Total RNA Isolation kit, and complementary DNA synthesized with 
the High Capacity with a total reaction volume of 10 μL consisting of 2 μL cDNA, 20 µL TaqMan gene expression 
assay and 2 µL TaqMan Fast Universal PCR Mastermix. cDNA Reverse Transcriptase kit (Applied Biosystems). 
Gene expression analysis was performed by qPCR on the StepOne instrument with universal fast thermal cycling 
parameters (ThermoFischer Scientific) on 2 μL cDNA, corresponding to 2.5 ng of RNA, in a total volume of 10 μL 
as previously described21.
Each sample was amplified in duplicates and the mean used in the analysis. The expression of interleukin (IL)8 
(IL8: Hs00174103_m1) and IL1B (IL1B: Hs01555410_m1 was measured, and Beta-actin (ACTB: Hs01060665_g1) 
Parameter Total
Probiotic group, n (%) 132 (50.0)
Female, n (%) 129 (48.9)
Siblings, n (%) 134 (50.8)
Breastfeeding prevalence:
1st visit, n (%) 127 (48.1)
2nd visit, n (%) 25 (9.5)
Indoor pets, n (%) 55 (20.8)
Iron supplementation, n (%) 95 (36.0)
Health status since birth:
Doctor-diagnosed otitis media, n (%) 78 (29.5)
Doctor-diagnosed bronchitis, n (%) 23 (8.7)
Doctor-diagnosed pneumonia, n (%) 27 (10.2)
Oral/systemic antibiotic treatment 98 (37.1)
Age:
1st visit (median months, IQR) 9.9 (9.5–10.4)
Start daycare (median months, IQR) 10.4 (9.9–11.2)
2nd visit (median months, IQR) 16.1 (15.6–16.6)
Vaccination:
PCV-13 coverage ≤ 1 at visit 1, n (%) 264 (100.0)
HepB coverage ≤ 1 at visit 1, n (%) 122 (46.2)
HepB coverage ≤ 1 at visit 2, n (%) 136 (51.5)
Compliance:
2nd visit (median % of consumed stics, IQR) 97 (94–99)
Table 1. Characteristics of study participants (n = 264).
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was used as reference gene. Change in gene expression was calculated by the relative quantification cycle 
(Cq) method (2-ΔΔCq), where expression of each target gene was normalized to ACTB as ΔCq = Cq(target) 
- Cq(reference).
Statistics. Baseline characteristics are shown as the mean (SD) or median (interquartile range [IQR]) for 
continuous variables and n (%) for categorical variables. Only children with nasal swabs, blood samples, or buccal 
swabs available for both visits were included in the analyses of carrier status, PCV13 vaccine response, or gene 
expression respectively. Differences according to having siblings, being vaccinated against hepatitis B, besides 
the Danish basic vaccination program, or being a nasal carrier or not were analyzed by linear regression models. 
For some analysis, a multivariate analysis was done to adjust for siblings as a potential confounder. All statistical 
analyses were performed in the software R (version 3.4.3; R Core Team, 2017. R: a language and environment 
for statistical computing. R Foundation for Statistical Computing, Vienna, Austria). An estimate was considered 
statistically significant at p < 0.05.
Ethical considerations. The ProbiComp study protocol was approved by the Committees on Biomedical 
Research Ethics for the Capital Region of Denmark (H-4-2014-032). All methods were performed according 
to the guidelines and regulations approved by the Committees on Biomedical Research Ethics. Furthermore, 
the study was registered at clinicaltrials.gov (identifier NCT02180581, posted 02/07/2014)18. The study required 
informed consent from parents or other legal guardians of the children. Participation in the study was voluntary 
and parents could withdraw their consent at any time18.
Results
Previous studies show no statistical significance between the probiotics group and the placebo group when com-
paring carriage rate of pneumococcal serotypes and no significant difference in antibody response to PCV138,10. 
Furthermore, no significant differences between the groups were seen in terms of gender, siblings, breastfeeding, 
indoor pets, health status since birth, smoking in the household, age or compliance18, thus the two groups were 
compiled for analyses in this study (Table 1).
There was no statistically significant difference in antibody response to PCV13 vaccination when comparing 
carriers and non-carriers at baseline (p = 0.147) nor at the end of study (p = 0.942), (Fig. 2).
The PCV13 antibody response in children carrying 0, 1, or 2 pneumococcal strains was assessed. We found 
that the antibody response increased slightly with increasing number of strains carried at baseline, but tended 
to decrease with increasing number of strains carried at the end of study, yet neither the increase at baseline 
(p = 0.122) or the decrease at the end of study (p = 0.996) were considered significant (Fig. 3).
In a previous study10 we found that children living with siblings had a significant higher carriage rate of S. 
pneumoniae compared to only children. In this study, we assessed the PCV13 antibody response in children with 
and without siblings as novel information and found that at baseline there was no significant statistical difference 
in the PCV13 antibody response when compared children with and without siblings (p = 0.157), but having sib-
lings increased the PCV13 antibody response (µg/mL) at the end of study (p = 0.0135) (Fig. 4).
The antibody response to PCV13 in children who received all vaccines included in the Danish childhood 
vaccination program and children who further received the hepatitis B-vaccination were compared in Fig. 5. 
Being vaccinated against hepatitis B in addition to the Danish childhood vaccination program increased the 
PCV13 antibody response at baseline (p = 0.005) but not at the end of study (p = 0.474) in children <2 years 
of age. Multivariate analysis adjusting for number of siblings showed that hepatitis B-vaccination significantly 
increased the PCV13 antibody response at baseline (p = 0.009) while the number of siblings had no impact on 
the PCV13 antibody response at baseline (p = 0.142). At the end of study hepatitis B-vaccination did not impact 
Figure 2. Antibody response to PCV13 and carriage of pneumococcal serotypes at baseline and at the end of 
study.
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the PCV13 antibody response when adjusting for siblings (p = 0.468), but the number of siblings did have a sig-
nificant impact (p = 0.019).
Buccal gene expressions of IL8 and IL1B in children that were carriers of pneumococcal serotypes and 
non-carriers were tested (Fig. 6). The expression of IL-8 and IL-1B was higher in children who carried any sero-
type in the nose at baseline compared to non-carriers, but not at the end of study. Multivariate analysis was 
performed to examine whether the number siblings impacted the correlation between buccal gene expression 
of IL8 and IL1B and carrier status of pneumococcal serotypes. Being a carrier of S. pneumoniae significantly 
increased the gene expression of IL8 (p = 0.044) and IL1B (p = 0.038) at baseline when adjusting for number of 
siblings. Though at the end of study neither the number of siblings (p = 0.995) nor being a carrier of S. pneumo-
niae (p = 0.772) had an impact on IL8 expression or IL1B expression (p = 0.778 and p = 0.848 for siblings and 
carrier status, respectively), when performing multivariate analysis.
The antibody response to specific serotypes depending on the carriage of specific serotypes is included as a 
supplementary figure. E.g. the antibody response to serotype 19 F was lower in children carrying serotype 23B 
compared to children not carrying serotype 23B (p = 0.0453), although the number of children carrying 23B was 
small (four carriers compared to 156 non-carriers) making the results questionable. For the majority of the sero-
types it was not possible to calculate differences in antibody responses in children carrying specific serotypes or 
not due to low numbers of children being carriers compared to non-carriers (supplementary figure 1).
Discussion
As a secondary finding of the ProbiComp study, we have assessed the association between the PCV13 antibody 
response and the carriage status of S. pneumoniae serotypes in healthy children aged 8–13 months starting in day 
care. It was previously shown that daily administration of a combination of Bifidobacterium animalis ssp. lactis 
and Lactobacillus rhamnosus GG for a 6-month intervention period did not affect the antibody response against 
S. pneumoniae in healthy Danish children in terms of geometric mean of the antibody concentrations against 12 S. 
Figure 3. Antibody response to PCV13 and number of strains carried at baseline and at the end of study.
Figure 4. Antibody response to PCV13 (µg/mL) in children with or without siblings at baseline and end of 
study (no siblings, n = 81; siblings, n = 79). Having siblings increases the PCV13 antibody response at the end 
of study. At baseline and end of study, a blood sample was drawn from the children and PCV13 geometric mean 
antibody response were analyzed by a Luminex-based assay. Statistical analysis: Linear regression model, in R.
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pneumoniae serotypes8. In this study, we found that the antibody response to PCV13-vaccination was independ-
ent of the pneumococcal carrier status of the children.
Carrying a pneumococcal serotype is a prerequisite for developing IPD9. A study by Kimaro Mlacha et al. 
found that individuals respond with different dynamics following stimulation with pneumococcal polysaccharide 
antigens, and children aged 24–36 months with a history of IPD responded quicker than the healthy controls22. 
This may be due to a memory response elicited by the serotype that caused IPD23 or because the children may 
have been carrying pneumococcal serotypes beforehand. A study by Ingels et al. also showed the importance of 
evaluating pneumococcal antibody response on an individual level in children at higher risk of IPD24. The reason 
why we did not see a difference in PCV13 antibody response between carriers and non-carriers in our study may 
have several causes. Firstly, there might be individual differences in terms of responding time following PCV13 
vaccination. Secondly, the antibody responses might have been shaped by prior natural exposure to pneumococ-
cal antigens in nasopharyngeal carriage. Children who are exposed to pneumococci may be more likely to have 
acquired a wide repertoire of memory responses to different serotypes as proposed by Kimaro Mlacha et al.22. 
Thirdly, the antibody response to PCV13-included serotypes might not be affected by the antibody response to 
a non-vaccine serotype. However, we did see that the antibody response to some serotypes was affected by the 
carriage of other serotypes (supplementary figure 1), e.g. the antibody response to serotype 1 or 18 C were both 
higher in children carrying non-vaccine serotype 23 A than in children not carrying 23 A at baseline (before 
Figure 5. Being vaccinated against Hepatitis B increases the PCV13 antibody response at baseline but not at 
end of study in children that have followed the Danish basic vaccination program. At baseline and end of study, 
a blood sample was drawn from the children and the PCV13 geometric mean antibody responses were analyzed 
by a Luminex-based assay. The graph depicts the antibody response to PCV13 (Log10µg/mL) in children that 
have only followed the Danish basic vaccination program compared to children that along with the Danish 
basic vaccination program also have received Hepatitis B vaccination prior to either baseline or end of study 
(Baseline: Basic, n = 88; +HepB, n = 72; End of study: Basic, n = 75; +HepB, n = 85). Statistical analysis: Linear 
regression model in R.
Figure 6. At baseline, but not end of study, oral mucosal gene expressions of IL-8 and IL-1β are increased in 
children that are carriers of any serotype in the nose. At baseline and end of study, a nose and a cheek swab 
were taken from the children and the carrier status in nose was analyzed by serotyping, while oral mucosal gene 
expression was analyzed by qPCR. Graphs depict the fold change of oral mucosal gene expressions of (A) IL-8 
and (B) IL-1β at baseline and end of study in children that are either non-carriers or carriers of any serotype 
in the nose (Baseline: non-carrier, n = 190; carrier, n = 64. End of study: non-carrier, n = 83; carrier, n = 172), 
Statistical analysis: Linear regression model in R.
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entering day care), and the antibody response to 18 C was also higher in children carrying serotype 11 A com-
pared to children not carrying serotype 11 A at baseline. However, these analyses included few carriers of specific 
serotypes compared to non-carriers of that serotype and are therefore not reliable. Yet it cannot be excluded that 
colonization by one serotype may protect against colonization by another serotype, as competition-colonization 
between some pneumococcal serotypes have been reported25.
Our previous study10 showed a statistically significant difference between non-carriers and carriers in terms 
of living with or without siblings at baseline, showing a higher risk of carrying pneumococcal serotypes before 
day care attendance if the child has at least one older sibling. This study on the other hand shows that the PCV13 
antibody response was not affected by the number of siblings at baseline, but a higher PCV13 antibody response 
was seen in children with siblings at the end of study. Children at the end of the study received an extra dose of 
PCV13 compared to children at baseline. The number of siblings may affect the carriage status before day care 
attendance but not the PCV13 antibody response.
We found that vaccination against hepatitis B significantly increased the PCV13 antibody response at base-
line (p = 0.009) but not at the end of study (p = 0.468) in children who followed the Danish childhood vaccina-
tion program when adjusting for number of siblings as a potential risk factor for pneumococcal carriage. The 
non-significant finding at the end of the study might be because of day care attendance throughout 6 months, 
where the children were affected by several other external environmental factors such as more vaccinations and 
other microorganisms that cannot be accounted for in this study. However, early in life and prior to day care, 
the hepatitis B vaccine might affect the protection against pneumococcal serotypes by a bystander non-specific 
immune stimulation leading to an increase in the PCV13 antibody response. To our knowledge, the association 
between the PCV13 antibody response and the hepatitis B vaccine has not been described in other studies, but it 
could be considered whether to exploit this additive effect on PCV13 response along with additional hepatitis B 
protection in the Danish childhood vaccination program.
Our study shows an increase in the buccal mucosal gene expressions of IL8 and IL1B in children that are 
carriers of any pneumococcal serotype in the nasal cavity at baseline even when adjusting for number of siblings 
as a potential risk factor for carriage of S. pneumoniae. Other studies have found a higher expression of IL8 and 
IL1B in serum in hepatitis B virus (HBV) infected patients26–28, while another study found mainly IL-10 to be 
expressed in HBV infected patients and HBV-vaccinated individuals29. Mucosal expression of IL8 and/or IL1B 
indicates activation of the mucosal immune system, which is expected in the presence of bacteria30. We measured 
the expression of the cytokines in buccal swabs, while the carriage of pneumococci was determined from nose 
swabs. It is however expected that microorganisms found in the nose will be present in the mouth and throat as 
well, and vice versa. IL8 and IL1B play a crucial role in protection against both hepatitis B and S. pneumoniae, and 
our findings of an increase in PCV13 antibody response in children vaccinated against hepatitis B might be due 
to of an increased activation of the mucosal immune system. Our findings of an increased expression of IL8 and 
IL1B in pneumococcal carriers is supported by others30–32. Neutrophils are known to be critical in the protection 
against and the clearance of S. pneumoniae33,34 and are recruited to the site of colonization through IL8. Morris 
et al. (2017) found that the S. pneumoniae burden was significantly correlated with neutrophil recruitment and 
transcription of IL8 and that the transcription of IL8 in neutrophils was correlated with the secretion of IL8 into 
the nasopharynx30, while Marriott et al. (2012) showed that IL1B regulates IL8 release from epithelial cells in 
response to S. pneumoniae32. This might explain our finding of an increased gene expression of IL8 and IL1B in 
children carrying pneumococcal serotypes, however the oral cavity is highly polymicrobial and IL8 levels can 
be upregulated in response to the presence of other bacteria than S. pneumoniae as well. We see a correlation 
between buccal gene expressions of IL8 and IL1B and carriage of pneumococcal serotypes, yet we cannot exclude 
that other microorganisms affect this correlation.
In conclusion, the PCV13 antibody response was unaffected by whether the children were carriers or 
non-carriers of any pneumococcal serotype and entering day care equalized most effects of S. pneumoniae col-
onization measured before entering the day care. Children <2 years of age living with older siblings were more 
frequent carriers of pneumococcal serotypes before day care attendance, especially of the non-vaccine serotypes 
21 and 11 A, compared to children not living with siblings. Vaccination against hepatitis B increased the PCV13 
antibody response in children who followed the Danish childhood vaccination program before they entered day 
care. Lastly, we saw an increased mucosal gene expression of IL8 and IL1B in children carrying pneumococcal 
serotypes before day care attendance.
In the future, it is important to continue the surveillance of pneumococcal carriage and to monitor the effect 
of pneumococcal vaccination on carriage of non-vaccine serotypes. Further research is needed to investigate 
whether hepatitis B vaccination protects against pneumococcal carriage by increasing the PCV13 antibody 
response or by an increased gene expression of IL8 and IL1B. Lastly, further investigations are needed to examine 
whether the antibody response to one specific serotype is depended on the carriage of another serotype.
Received: 6 December 2019; Accepted: 24 March 2020;
Published: xx xx xxxx
References
 1. Harboe, Z. B. et al. Impact of 13-valent pneumococcal conjugate vaccination in invasive pneumococcal disease incidence and 
mortality. Clin. Infect. Dis. 59, 1066–1073 (2014).
 2. Kapatai, G. et al. Whole genome sequencing of Streptococcus pneumoniae: development, evaluation and verification of targets for 
serogroup and serotype prediction using an automated pipeline. PeerJ 4, e2477 (2016).
 3. Steens, A., Caugant, D. A., Aaberge, I. S. & Vestrheim, D. F. Decreased carriage and genetic shifts in the Streptococcus pneumoniae 
population after changing the seven-valent to the thirteen-valent pneumococcal vaccine in Norway. Pediatr. Infect. Dis. J. 34, 
875–883 (2015).
8Scientific RepoRtS |         (2020) 10:6179  | https://doi.org/10.1038/s41598-020-63080-x
www.nature.com/scientificreportswww.nature.com/scientificreports/
 4. Steens, A., Bergsaker, M. A. R., Aaberge, I. S., Rønning, K. & Vestrheim, D. F. Prompt effect of replacing the 7-valent pneumococcal 
conjugate vaccine with the 13-valent vaccine on the epidemiology of invasive pneumococcal disease in Norway. Vaccine 31, 6232–8 
(2013).
 5. Waight, P. A. et al. Effect of the 13-valent pneumococcal conjugate vaccine on invasive pneumococcal disease in England and Wales 
4 years after its introduction: an observational cohort study. Lancet. Infect. Dis. 15, 535–43 (2015).
 6. Slotved, H.-C. Other age groups than children need to be considered as carriers of Streptococcal pneumoniae serotypes. Hum. 
Vaccin. Immunother. 12, 2670–2674 (2016).
 7. Van Der Linden, M., Falkenhorst, G., Perniciaro, S. & Imöhl, M. Effects of infant pneumococcal conjugate vaccination on serotype 
distribution in invasive pneumococcal disease among children and adults in germany. PLoS One 10, 1–17 (2015).
 8. Adler Sørensen, C. et al. Probiotics and the immunological response to infant vaccinations; a double-blind randomized controlled 
trial. Clin. Microbiol. Infect 25, 511.e1–511.e7 (2019).
 9. Navne, J. E. et al. Nasopharyngeal bacterial carriage in young children in Greenland: A population at high risk of respiratory 
infections. Epidemiol. Infect. 144, 3226–3236 (2016).
 10. Fjeldhøj, S. et al. Probiotics and carriage of Streptococcus pneumoniae serotypes in Danish children, a double-blind randomized 
controlled trial. Sci. Rep. 8, 15258 (2018).
 11. García-Rodríguez, J. A. & Fresnadillo Martínez, M. J. Dynamics of nasopharyngeal colonization by potential respiratory pathogens. 
J. Antimicrob. Chemother. 50 Suppl S, 59–73 (2002).
 12. Harboe, Z. B., Slotved, H.-C., Konradsen, H. B. & Kaltoft, M. S. A Pneumococcal Carriage Study in Danish Pre-school Children 
before the Introduction of Pneumococcal Conjugate Vaccination. Open Microbiol. J. 6, 40–4 (2012).
 13. Principi, N., Marchisio, P., Schito, G. C. & Mannelli, S. Risk factors for carriage of respiratory pathogens in the nasopharynx of 
healthy children. Ascanius Project Collaborative Group. Pediatr. Infect. Dis. J. 18, 517–23 (1999).
 14. Huang, S. S. et al. Continued impact of pneumococcal conjugate vaccine on carriage in young children. Pediatrics 124, e1–11 (2009).
 15. Kamper-Jørgensen, M., Wohlfahrt, J., Simonsen, J., Grønbaek, M. & Benn, C. S. Population-based study of the impact of childcare 
attendance on hospitalizations for acute respiratory infections. Pediatrics 118, 1439–46 (2006).
 16. Lu, N. et al. Child day care risks of common infectious diseases revisited. Child. Care. Health Dev. 30, 361–8 (2004).
 17. Wyres, K. L. et al. Pneumococcal capsular switching: A historical perspective. J. Infect. Dis. 207, 439–449 (2013).
 18. Laursen, R. P. et al. Probiotics and Child Care Absence Due to Infections: A Randomized Controlled Trial. Pediatrics 140, e20170735 
(2017).
 19. Satzke, C. et al. Standard method for detecting upper respiratory carriage of Streptococcus pneumoniae: updated recommendations 
from the World Health Organization Pneumococcal Carriage Working Group. Vaccine 32, 165–79 (2014).
 20. Kantsø, B. et al. Immunosuppressive drugs impairs antibody response of the polysaccharide and conjugated pneumococcal vaccines 
in patients with Crohn’s disease. Vaccine 33, 5464–5469 (2015).
 21. Hauger, H. et al. Winter cholecalciferol supplementation at 55°N has little effect on markers of innate immune defense in healthy 
children aged 4-8 years: a secondary analysis from a randomized controlled trial. Eur. J. Nutr. 58, 1453–1462 (2019).
 22. Kimaro Mlacha, S. Z., Warira, A., Gatakaa, H., Goldblatt, D. & Scott, J. A. G. Outpacing the pneumococcus: Antibody dynamics in 
the first few days following pneumococcal capsular antigen stimulation. Sci. Rep. 8, 15376 (2018).
 23. Papadatou, I., Tzovara, I. & Licciardi, P. V. The Role of Serotype-Specific Immunological Memory in Pneumococcal Vaccination: 
Current Knowledge and Future Prospects. Vaccines 7, (2019).
 24. Ingels, H. A. S., Kantsø, B. & Slotved, H. Serologic response to pneumococcal vaccination in children experiencing recurrent 
invasive pneumococcal disease. BMC Infect. Dis. 18, 366 (2018).
 25. Mehtälä, J., Antonio, M., Kaltoft, M. S., O’Brien, K. L. & Auranen, K. Competition between streptococcus pneumoniae strains: 
Implications for vaccine-induced replacement in colonization and disease. Epidemiology 24, 522–529 (2013).
 26. Pollicino, T. et al. Hepatitis B virus (HBV) induces the expression of interleukin-8 that in turn reduces HBV sensitivity to interferon-
alpha. Virology 444, 317–28 (2013).
 27. Bahramabadi, R. et al. Serum Levels of IL-6, IL-8, TNF-α, and TGF-β in Chronic HBV-Infected Patients: Effect of Depression and 
Anxiety. Lab. Med. 49, 41–46 (2017).
 28. Biswas, A. et al. Association of Interleukin-1β and Gene Polymorphisms with Liver Pathogenesis in Hepatitis B Virus Infection 
among Eastern Indian Population. J. Clin. Exp. Hepatol. 3, 281–7 (2013).
 29. Keating, S. M. et al. Cytokine and chemokine responses in the acute phase of hepatitis B virus replication in naive and previously 
vaccinated blood and plasma donors. J. Infect. Dis. 209, 845–54 (2014).
 30. Morris, M. C. & Pichichero, M. E. Streptococcus pneumoniae burden and nasopharyngeal inflammation during acute otitis media. 
Innate Immun. 23, 667–677 (2017).
 31. Zou, J. et al. IL-8 and IP-10 expression from human bronchial epithelial cells BEAS-2B are promoted by Streptococcus pneumoniae 
endopeptidase O (PepO). BMC Microbiol. 17, 187 (2017).
 32. Marriott, H. M. et al. Interleukin-1β regulates CXCL8 release and influences disease outcome in response to Streptococcus 
pneumoniae, defining intercellular cooperation between pulmonary epithelial cells and macrophages. Infect. Immun. 80, 1140–9 
(2012).
 33. Wilson, R. et al. Protection against Streptococcus pneumoniae lung infection after nasopharyngeal colonization requires both 
humoral and cellular immune responses. Mucosal Immunol. 8, 627–39 (2015).
 34. Xiang, Y. et al. The critical role of myeloperoxidase in Streptococcus pneumoniae clearance and tissue damage during mouse acute 
otitis media. Innate Immun. 23, 296–306 (2017).
Acknowledgements
We are sincerely grateful to the children and their parents for participating in this study. We are grateful to Inge 
Birgit Rasmussen, KU, for the collection of nasal swabs. A special thanks to Kirsten Burmeister and Monja 
Hammer, SSI, for laboratory analyses of the swab samples and input to this study. This work was supported by 
the Innovation Fund Denmark (IFD) under File No. DFF – 6166-00035 to KA Krogfelt, SSI. The ProbiComp 
study was funded by Innovation Fund Denmark [grant number 0603-00579B] to Michaelsen KF, Department of 
Nutrition, Exercise and Sports, Faculty of Science, University of Copenhagen, Denmark.
Author contributions
S.F. and E.F. have contributed equally to this article and share first authorship. E.F. contributed to analysis and 
interpretation of data and S.F. drafted the article. H.F., H.C. and K.A.K. contributed to study design and planning 
analyses. C.A.S., E.F. and H.F. contributed to analysis and interpretation of cytokine data. S.F., H.C. and K.A.K. 
contributed to analyses and interpretation of pneumococcal carriage data and antibody response data. Data 
regarding the participants’ background and health were obtained by R.P.L., as well as the nasal swabs and buccal 
swabs. All authors critically reviewed the manuscript, approved the final draft and take responsibility for the 
integrity, the accuracy and the interpretation of this research.
9Scientific RepoRtS |         (2020) 10:6179  | https://doi.org/10.1038/s41598-020-63080-x
www.nature.com/scientificreportswww.nature.com/scientificreports/
Competing interests
Hans-Christian Slotved is involved with projects supported by Pfizer. All other authors have no conflicts of 
interest.
Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-63080-x.
Correspondence and requests for materials should be addressed to H.-C.S.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.
Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020
